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ANALYTICAL FRACTIONATION SCHEME FOR CRUDE Z-92 EXTRACT 



=P0SITIVE RESPONSE IN 
CELL CULTURE BIOASSAY 



Z-92 CRUDE EXTRACT (500g : ; 100%); 

,o^~' 



12 



FILTER THROUGH WHATMAN §] W/CELITE 



14 



FILTRATE::;:(485.g, 97%) 



15 



"\SEDIMENT & SUSPENDED PARTICULATES 
(14.6g, 2.92%) DISCARD 



-PASS THROUGH XAO-2 RESIN COLUMN 
-WASH XAD-2 COLUMN W/2L DIST. WATER 



FILTRATE AND WASH FROM XAD-2 RESIN 
(Z-92 WATER SOLUBLE FRACTION, DISCARD) 



18- 



; XAff-2. RESIN COLUMN RETENTATE 
( Z-.9Z -ORGANIC.. SOLUBLE . FRACTION) 



21 



Z- 92XAD-2- RESIN-. MEOH ELU TE. 
■ " : L (4.6 g , 0::9;2?S) ' : 



25 



-ELUTE WITH 2.0L OF MEOH 
-ELUTE WITH 2.0L OF DCM 



Z.^92XAD-2 RESIN DCM -ELUTE 

.. -, •• (o:sig ( , o:i%),. ■ - • :• ■ 



-CONCENTRATE TO DRYNESS W/ROTARY EVAPORATOR 
-DISSOLVE RESIDUE IN 200 ml DCM 
-DISSOLVE DCM INSOLUBLES IN 100 ml MEOH 



MI 



Z-92X:AD-2 RESIN MEOH ELU ATE 
DCM SOLUBLE fRACTION . 
. ' ' . -: :(1.7g, 0.34%) - •"■ !: 



40 



J_ 



26 



Z:r92XAD-:2- RESIN • MEOH :. : -ELUATE 
/ DCM . INSOLUBLE .FRACTION ' 
(POLAR : :CQN JUG ATESy :2,:9g, : 0; : 58.% 



-EXTRACT 6xl/100ml SATURATED SODIUM BICARBONATE 
29 



-HYDROLYZE W/1 N HCL 



HYDROLYZED Z-92 XAD-2 RESIN 
MEOH ELUATE DCM INSOLUBLE FRACTION 



'ORGANIC' -SOLUBLE - PHASE'"'":!." 
•92 ... N E.U..TR A L /P H E NQL FRACTION 
.-■ " ■ (T.52g, 0:30%) '." • 



38 



28 



AQUEOUS ...PH ASE " 
Z-92 CARBOXYLIO.: ACID ^FRACTION 
(POLAR {CONJUGATES: 2 ; 9.g'i: : : 0:58%). 



-PRECIPITATE FORMED UPON REFRIGERATION 
-PRECIPITATE ISOLATED BY FILTRATION 



-ACIDIFY TO pH 2.0 S/1N HCL 
-EXTRACT 6xW /50 ml DCM 



33- 



ORGANICISOLUBLE PHASE 
Z-92:CARBOXYLIC:..ACID 
FRACTION- (166 mg, OX 



AQUEOUS PHASE 
(DISCARD) 



Z- 92.vNEU:TRAL7PI1EN0L FRACTION 
AFTER- ::ISQL A TION 'OF::: PRECIPITATE 
. ■ . .... . p.33g, 0. 



'- PRECIPITATE ISOLATED:- FROM :: ; 
2^2 : ::NEUTRALyPHENOLvFRACTION^FTER. 
EXTRACTION' .OF: AGIOS- :(l86mg-G.04%). 



FIG. 
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